RNase A (1 mM) was incubated with glucose (0.4 M) at 37
Introduction
Glucose modifies proteins in the human body by reacting with primary amino groups, notably the ε-amino group of lysine residues. Major reaction products include the Amadori adduct, FL (fructoselysine), and the AGE (advanced glycation end product), CML [N ε -(carboxymethyl)lysine] [1] . CML may form by oxidation of FL [1] , and CML is quantitatively the major AGE detected in tissue proteins by chemical analysis [2] . AGEs increase naturally in proteins with age, but this process is accelerated during hyperglycaemia in diabetes [3] . The increase in AGE formation is implicated in the development of diabetic complications, including vascular, renal and retinal disease. The structural features of any particular protein are likely to determine the distribution of AGEs among the potential reactive sites, and localization of a high proportion of AGEs at a few reactive sites might accentuate the effect of AGE formation on protein functionality. In this study, we used LC-MS to investigate the sites of FL and CML formation in an RNase/glucose model system.
Experimental
RNase (13.7 mg; 1 µmol) was dissolved in 1 ml of a solution of glucose (0.4 M) in phosphate buffer (0.2 M, pH 7.4). Solutions were incubated at 37
• C for up to 14 days. The resulting protein was digested with trypsin and the digests were analysed by LC coupled to a triple quadrupole mass spectrometer. RA (relative abundance) values were obtained by dividing the peak area of each peptide by the peak area of the C-terminal tryptic peptide, which was not modified during the reaction (Figure 1 ). Full experimental details are published elsewhere [4] .
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Results and discussion
All ten lysine residues of RNase were converted into FL moieties during incubation, but the extent of modification at the different residues varied greatly. 
